A novel lipase gene, Lip-1420, was isolated from a metagenomics library constructed from 12 soil samples from reed marshes and from Mt. Jumbong in Korea consisting of 112,500 13 recombinant plasmids. A selected recombinant plasmid, Lip-1420, was further analyzed 14 which exhibited the maximum lipolytic activity among 18 recombinant fosmids that showed 15 lipolytic activity. Among them, DNA sequence analysis of a 5,513 bp subclone in pUC119 16 Lip-1420-sub revealed that 11 ORFs were included in the gene according to the blast search 17 from GenBank. The transformant of Lip-1420-ORF3 exhibited lipolytic activity, and plasmid 18 pET21a(+)-Lipase-6H was constructed and transferred to the expression host E. coli 19 BL21(DE3). Finally, the lipase Lip1420 was purified from a FPLC system, and the 20 recombinant enzyme was kept in a -70 ºC freezer at a concentration of 1 mg/mL in a buffer 21 solution (50 mM Tris-HCl and 0.15 M NaCl, pH 7.4). The Lip-1420 gene was registered in 22 GenBank (MH628529), and the purified enzyme had an optimal activity at 40 °C and pH 8.0.
INTRODUCTION 43
Lipases (EC 3.1.1.3), defined as a carboxylesterase that catalyzes both hydrolysis and the 44 synthesis of long-chain acylglycerols (1), are a group of important industrial biocatalysts that Information (NCBI, http://blast.ncbi.nlm.nih.gov) . M, Marker (ELPIS); 1, total fraction; 2, insoluble fraction; 3, soluble fraction; 4, total fraction (2 times dilution); 5, insoluble fraction (2 times dilution); 6, soluble fraction (2 times dilution); 7, total fraction; 8, insoluble fraction; 9, soluble fraction. 
